Abstract: Ruminant fats are characterized by different levels of conjugated linoleic acid (CLA) and α-linolenic acid (18:3n-3, ALA), according to animal diet. Tissue fatty acids and their N-acylethanolamides were analyzed in male obese Zucker rats fed diets containing lamb meat fat with different fatty acid profiles: (A) enriched in CLA; (B) enriched in ALA and low in CLA; (C) low in ALA and CLA; and one containing a mixture of olive and corn oils: (D) high in linoleic acid (18:2n-6, LA) and ALA, in order to evaluate early lipid metabolism markers. No changes in body and liver weights were observed. CLA and ALA were incorporated into most tissues, mirroring the dietary content; eicosapentaenoic acid (EPA) and docosahexaenoic acid (DHA) increased according to dietary ALA, which was strongly influenced by CLA. The n-3 highly-unsaturated fatty acid (HUFA) score, biomarker of the n-3/n-6 fatty acid ratio, was increased in tissues of rats fed animal fats high in CLA and/or ALA compared to those fed vegetable fat. DHA and CLA were associated with a significant increase in oleoylethanolamide and decrease in anandamide in subcutaneous fat. The results showed that meat fat nutritional values are strongly influenced by their CLA and ALA contents, modulating the tissue n-3 HUFA score.
Introduction
Dietary fats are often associated with diet-derived health problems such as obesity, coronary heart disease, diabetes, and tumors. Nevertheless, some dietary fatty acids (FAs) have been found to act as preventing factors against cardiovascular disease (CVD) [1] and certain types of tumors [2, 3] . The unusual fatty acid, conjugated linoleic acid (CLA) (CD18:2), and n-3 polyunsaturated fatty acids (PUFAs) are considered the major preventing factors that are naturally present in food derived from milk and meat ruminant fats, and from fish, respectively. Consequently, since ruminant products rich in saturated fatty acids (SFAs) are not entirely acceptable to consumers [4] , strategies to manipulate the fat content and fatty acid (FA) composition of ruminant meat and milk have been proposed [5, 6] . Natural CLA, mainly cis-9, trans-11 CLA (18:2c9,t11), a conjugated dienoic isomer of linoleic acid (18:2n-6, LA), derives from the incomplete biohydrogenation of LA in the rumen, and/or by the action of stearoyl-CoA desaturase (∆9 desaturase) on vaccenic acid (trans-11 18:1, VA) within the mammary gland [7, 8] . Natural CLA and its isomers constitute a special category of trans FAs that have been
Materials and Methods

Reagents
The acetonitrile, methanol, chloroform, n-hexane, ethanol, acetic acid, and fatty acids standards were HPLC grade, and like deferoxamine mesylate, were purchased from Sigma Chemicals Co. (St. Louis, MO, USA). Ascorbic acid, potassium hydroxide, and hydrochloric acid were purchased from Carlo Erba (Milano, Italy). Internal deuterated standards for the AEA, 2-AG, and OEA quantification by isotope dilution ( 
Animals and Diets
Twenty-four male obese Zucker rats (Harlan) four weeks of age with an initial weight of 200 ± 15 g were randomly assigned to four groups, and fed for four weeks with different diets containing 6% total fat, which provided 14% of the total energy (%en). The diets, based on the AIN-93G formulation with the substitution of soybean oil with experimental fats, differed only for FAs composition: (A) fat enriched in CLA, 1.3 g/kg of total diet, obtained from the meat of suckling milk from grazing ewes; (B) fat enriched in ALA and low in CLA, respectively 0.9 and 0.6 g/kg of the total diet, obtained from the meat of heavy lambs fed a diet based on cereal grains and integrated with rolled linseed + stoned olive cake; (C) fat containing LA, ALA, and CLA, respectively 2.3, 0.3, and 0.4 g/kg of total diet, obtained from the meat of lambs fed a diet based on cereal grains; (D) fat high in LA, and ALA, respectively 13.1 and 0.6 g/kg of total diet, of vegetable origin from a mixture of olive and corn oils, as depicted in Table 1 . Diets A and B were characterized by a high content of trans FAs (VA and CLA), and ALA. The SFA content was higher in animal fat, while unsaturated fatty acids were higher in the diet with vegetable fat. Animal fat for the diets was obtained from the carcasses of lambs produced according to the feeding protocols described by Serra et al. [41] for diet A and Mele et al. [42] for diets B and C. The diets were prepared by Harlan. 
Tissues and Blood Sampling
Before sacrifice, rats were fasted for 12 h. After Fentanyl treatment (100 µg/kg of body weight) rats were euthanized without any further anesthesia by decapitation. Immediately after death, liver, heart, hypothalamus, visceral and subcutaneous adipose tissues were taken and stored at −80 • C. Blood was taken and centrifuged at 2000× g for 15 min at room temperature, plasma was stored at −80 • C for future lipid analyses.
Lipid Analyses
Fatty acid analysis was conducted from the total lipids previously extracted from tissues by the method of Folch [43] . Aliquots of chloroform were dried and mildly saponified as previously described [44] in order to obtain free fatty acids for HPLC analysis. The separation of unsaturated fatty acids was carried out with an Agilent 1100 HPLC system (Palo Alto, CA, USA) equipped with a diode array detector, as previously reported [45] . Since SFAs are transparent to UV detection, they were measured, after methylation, by Agilent 6890 gas chromatography (Palo Alto, CA, USA), as described in [46] .
Endocannabinoid and congener quantification is described in [47] . Deuterated EC and congeners were added as internal standards to the samples before extraction. Analyses were carried out by liquid chromatography, atmospheric pressure chemical ionization, and MS (LC-APCI-MS) (Palo Alto, CA, USA), using selected ion monitoring (SIM) at M+1 values for the compounds and their deuterated homologs.
The n-3 HUFA score was calculated as the percentage of the sum of n-3 FAs with 20 or more carbon atoms and three or more double bonds, divided by the sum of total FAs with 20 or more carbon atoms and more than three double bonds [31] : n-3 HUFA score = (EPA + DHA + docosapentaenoic acid (22:5n-3, DPAn-3))/(EPA + DHA + DPAn-3 + DGLA + AA + 22:4n-6 + DPAn-6 + 20:3n-9) × 100
The anti-inflammatory FA index is obtained as [33] :
Statistical Analysis
Data are expressed as the mean ± SEM, specifically, fatty acids as nmoles per gram of tissue or ml of plasma, or g/kg diet. EC and congeners are expressed as Mol% compared to total FAs. Multiple unpaired comparison tests were performed by ordinary one-way ANOVA followed by a Tukey's posthoc multiple comparison test in order to check the effect of specific dietary lipids on lipid metabolism in an animal model of obesity. The statistical analyses were performed using the GraphPad Prism 6.01 Software (La Jolla, CA, USA).
Results
No variations of food intake, body and liver weights, or liver total lipid concentration were detected in the obese Zucker rats in relation to different dietary fat sources. The BMI of rats fed diet D (0.96 ± 0.022), containing vegetable fat, was slightly, but not significantly increased compared to rats fed diet C (0.89 ± 0.023).
Tissue FA Profile
An analysis of FAs revealed that the tissue FA profiles, except in the hypothalamus, were strongly influenced by dietary FAs ( Table 2) . As expected, CLA concentrations mirrored the diet CLA content in the following order A > B > C > D in liver, subcutaneous adipose tissue (SAT), and visceral adipose tissue (VAT) ( Table 2 ). The same pattern was observed in plasma, even though there were not significant differences between diets B and C or C and D; in heart, CLA reached similar concentrations in the A and B groups, i.e., higher than diets C and D, while, as anticipated, no changes were observed in the hypothalamus. The pattern of VA, the other rumen-derived trans FA, did not mirror its dietary concentration, and higher values were observed in all tissues except the hypothalamus in rats fed diet B. Moreover, in liver and both adipose tissues, rats on diet C, displayed higher amount than those fed diet A (Table 2 ). Values are means ± SEMs, n = 6/group. Within tissue, labelled means in a variable without a common superscript letter differ, as determined by Tukey's post hoc test after a significant one-way ANOVA, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b', the smaller value than 'b' with difference is marked as 'c', and the smallest value with difference is marked as 'd'. ND not detected. Subcutaneous (SAT), visceral adipose tissue (VAT); arachidonic acid (AA), n-3 highly-unsaturated fatty acids (n-3 HUFA score). 1 Fats in the diets were: (A) enriched in CLA; (B) enriched in ALA and low in CLA; (C) low in ALA and CLA; (D) high in LA and trace level of CLA. Table 3 shows that CLA was efficiently desaturated to CD18:3 and elongated to CD20:3 in the liver. A similar pattern was observed in other tissues (data not shown), and despite the higher concentration of CLA in diet B compared to diet C, CD20:3 in the B group was not significantly different from the concentrations found in the C group. Values are means ± SEMs, n = 6/group. Within a variable, labelled means without a common superscript letter differ as determined by Tukey's post hoc test after a significant one-way ANOVA, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b', the smaller value than 'b' with difference is marked as 'c', and the smallest value with difference is marked as 'd'. Conjugated dienes (CD). 1 Fats in the diets were: (A) enriched in CLA; (B) enriched in ALA and low in CLA; (C) low in ALA and CLA; (D) high in LA and trace level of CLA.
As shown in Table 2 , ALA concentrations were significantly increased in diet B compared to diet D in the liver, and in diet B compared to all the other groups in heart; in VAT in B compared to C and D; in SAT in B compared to the A and C groups. No significant differences were detected in plasma, while ALA was not detectable in the hypothalamus.
EPA was not detectable in the hypothalamus, and was lower in the tissues of animals fed vegetable fat compared to those fed meat fats. EPA was significantly increased mainly with diets A and B compared to the other groups ( Table 2) . Among all the dietary groups, DHA significantly increased in SAT compared to D, while in heart, DHA was significantly higher in A compared to all other groups; no changes were observed in liver, plasma, and VAT. In the hypothalamus, DHA levels were significantly reduced by diet C compared to diet D (Table 2) . Interestingly, DHA concentrations seem to vary according to the dietary amount of CLA, rather than in relation to the dietary content of its putative precursor, ALA, in liver, heart, and plasma. The maximum yield of DHA was obtained at the lowest ALA/CLA ratio in the diet (0.3 in A). DHA concentrations, except in the hypothalamus, were higher in group A, though significantly, only in heart (Tables 1 and 2 ).
The n-3 HUFA score was significantly increased in tissues of meat-fat-fed rats compared to those fed vegetable fat, particularly with diets A and B, except in the hypothalamus, in which the level increased significantly only with diet A (Table 2) . Interestingly, the n-3 HUFA score was higher in the tissues of rats fed diets with high LA/ALA ratios (diets A and B) (see Tables 1 and 2 ).
The main SFA concentrations did not change among the groups in liver, heart, SAT, plasma, and hypothalamus, while they were slightly, but significantly, increased in VAT by diets B and C compared to diet D (data not shown).
AIFAI was significantly increased with meat fat diets in liver, heart, and VAT. Specifically, diets A and B induced the highest increase in liver and SAT, while in the heart, A was significantly higher than B, C, and D, while B and C were higher than D. In the hypothalamus, this index was raised only in A compared to the C and D groups, and in plasma in A and B compared to D (Table 4) . Values are means ± SEMs, n = 6/group. Within a tissue, labelled means without a common superscript letter differ as determined by Tukey's post hoc test after a significant One-way ANOVA, Tukey's multiple comparisons test, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b', and the smallest value with difference is marked as 'c'. Subcutaneous (SAT) and visceral adipose tissue (VAT). 1 Fats in the diets were: (A) enriched in CLA; (B) enriched in ALA and low in CLA; (C) low in ALA and CLA; (D) high in LA and trace level of CLA.
Tissue Endocannabinoids and Congeners
An analysis of EC and congeners, OEA, and PEA, was performed in all tissues except plasma; these compounds were only marginally influenced by diet. Specifically, AEA in SAT was significantly decreased in rats fed diet A compared to those fed diet C, while OEA was significantly increased in A compared to B (Figure 1 ). In hypothalamus, 2-AG was significantly increased in A compared to B; AEA in liver was slightly reduced with diet A. Values are means ± SEMs, n = 6/group. Within a tissue, labelled means without a common superscript letter differ as determined by Tukey's post hoc test after a significant One-way ANOVA, Tukey's multiple comparisons test, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b', and the smallest value with difference is marked as 'c'. Subcutaneous (SAT) and visceral adipose tissue (VAT). 1 Fats in the diets were: A) enriched in CLA; B) enriched in ALA and low in CLA; C) low in ALA and CLA; D) high in LA and trace level of CLA.
An analysis of EC and congeners, OEA, and PEA, was performed in all tissues except plasma; these compounds were only marginally influenced by diet. Specifically, AEA in SAT was significantly decreased in rats fed diet A compared to those fed diet C, while OEA was significantly increased in A compared to B (Figure 1 ). In hypothalamus, 2-AG was significantly increased in A compared to B; AEA in liver was slightly reduced with diet A. Values are expressed as mol% of total fatty acids and represent means ± SEMs, n = 6/group. Within a tissue, labelled means in a variable without a common superscript letter differ as determined by Tukey's post hoc test after a significant one-way ANOVA, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b'.
Discussion
The fatty acid composition of ruminant meat is strongly influenced by the diet of animals. In the present study, we compared three kinds of meat fats obtained from lambs under different feeding regimens: meat from light lambs fed only milk from grazing ewes, meat from heavy lambs maintained under a typical intensive feeding regimen based on cereal grains, integrated or not with rolled linseed as a source of ALA. It is well known that meat from suckling lambs is usually rich in CLA, especially when lactating ewes are fed on pasture [41] . The use of linseed in the diet of intensive rearing heavy lambs has been associated with increasing amounts of ALA in intramuscular fat. At Values are expressed as mol% of total fatty acids and represent means ± SEMs, n = 6/group. Within a tissue, labelled means in a variable without a common superscript letter differ as determined by Tukey's post hoc test after a significant one-way ANOVA, p < 0.05; the maximum value is labeled as 'a', the smaller value with difference is marked as 'b'.
The fatty acid composition of ruminant meat is strongly influenced by the diet of animals. In the present study, we compared three kinds of meat fats obtained from lambs under different feeding regimens: meat from light lambs fed only milk from grazing ewes, meat from heavy lambs maintained under a typical intensive feeding regimen based on cereal grains, integrated or not with rolled linseed as a source of ALA. It is well known that meat from suckling lambs is usually rich in CLA, especially when lactating ewes are fed on pasture [41] . The use of linseed in the diet of intensive rearing heavy lambs has been associated with increasing amounts of ALA in intramuscular fat. At the same time, the ratio n-6/n-3 FA is lower in the meat fat from lambs fed diets integrated with linseed compared to feeding regimens based on cereal grains [42] .
The results of the present study suggest that the FA composition of dietary fat does not always anticipate its metabolic impact in tissues. This study confirms that the CLA naturally found in ruminant fat is able to significantly increase n-3 HUFA score. In fact, previously, we found that the intake of CLA naturally incorporated into 90 grams of enriched cheese for four weeks, or 50 grams for two months, significantly increased plasma DHA in humans, suggesting that amount and duration are key aspects of CLA intake to induce DHA biosynthesis [38] . In that study, we observed that enriched cheese intake increased PPAR-α gene expression, which is responsible for the induction of key enzymes of peroxisomal β-oxidation [19, 48] , which is involved in DHA biosynthesis [49] . Our data indicated that irrespective of the matrix, natural CLA is able to increase the n-3 HUFA score. Most of the effects attributed to the n-3 PUFA family are mainly related to dietary EPA and DHA, while ALA seems to have other beneficial effects which are unconnected to its putative property as precursor of EPA and DHA [50] . In fact, the biosynthesis of DHA requires a crucial step in peroxisome for a partial β-oxidation [51] . Moreover, ALA might act as inhibitor of ∆-6-desaturase, which is essential for DHA synthesis [52] . Therefore, any other event that increases desaturase activities and peroxisomal β-oxidation may also favor DHA biosynthesis.
Our results have shown that, in all tissues except in hypothalamus, ALA and CLA incorporation and metabolization is proportional to their concentration in the diet. On the other hand, DHA concentrations changed mostly depending on the relative amount of CLA and only slightly according to their parent availability in the diet. In our earlier human studies, we found that dietary CLA, in a specific, very low range of ALA/CLA ratio (1:3), was able to significantly increase n-3 HUFA biosynthesis [39] , while in a previous study, dietary ALA/CLA in a ratio 11/3.2 failed to enhance DHA biosynthesis [53] , suggesting that CLA rather than ALA is crucial to enhance DHA biosynthesis. Therefore, on the basis of the data available in the literature, it seems that CLA products could be an unexpected source of DHA. Diet A, enriched in CLA, contains more DHA and EPA than the other diets; however, the concentration of EPA and DHA are extremely low and, for example, while EPA has similar concentration in diets B and C, and about 1/3 lower than diet A, EPA levels in tissues of rats fed diets A and B are in general significantly higher than in tissues of rats fed the diet C. As a matter of fact, the n-3 UFA score was found to be similarly increased in tissues of rats fed diets A and B, irrespective of EPA and DHA differences in the diets.
The plasma n-3 HUFA score is widely used to evaluate the impact of a nutritional treatment on the balance of n-3/n-6 HUFAs [54] . Our data showed that the highest increase in n-3 HUFA score was induced by A and B meat fat diets which were enriched in ALA and CLA (Table 2) .
Interestingly, in group A, characterized by high levels of CLA and an ALA/CLA ratio of 0.3, the increase of n-3 HUFA score was mainly attributed to an increase of DHA, while in diet B, it was characterized by a higher ALA/CLA ratio, i.e., 1.5. The n-3 HUFA score increase was due to a greater tissue concentration of EPA. Since data from human studies are usually limited to plasma analyses, we also evaluated changes in FA metabolism in different tissues.
Interestingly, the higher incorporation in tissues of DHA and CLA induced by diet A was associated with a significant increase of OEA and a concomitant decrease of AEA in some tissues like SAT (Figure 1 ). Dietary CLA supplementation may increase OEA levels in the livers of obese Zucker rats, possibly by activating PPAR-α [55] , which may also contribute to the higher DHA biosynthesis via enhanced peroxisomal β-oxidation. These data are in agreement with what we previously found, i.e., that in obese rats, a diet enriched with n-3 HUFA resulted in the reduction of EC biosynthesis as a result of a decrease in their precursor concentration in membrane PLs, which may account for the reduction of ectopic fat and inflammatory mediators [43] , and imply that DHA and CLA may exert a direct effect on EC and the biosynthesis of congeners. Conversely, diet B, with a relatively high dietary ratio ALA/CLA, may result in a lower PPAR-α activation, which may explain the significantly higher accumulation of VA in tissues due to a reduced peroxisomal β-oxidation. In fact, it has been demonstrated that trans FAs are preferentially β-oxidized in peroxisomes [56] , which are regulated by PPAR-α [57] .
The n-3 HUFA score showed a pattern similar to CLA or VA in liver and plasma, but not in the hypothalamus, as expected, which appeared to be more resistant to FA profile modification by dietary means, with early administration in life and duration of exposure, as well as dietary concentrations, being key factors in the detection of significant alterations [58] . Nevertheless, in hypothalamus, we found a significant increase in the AA concentration with the vegetable oil-based diet D, rich in LA, a precursor of AA; meanwhile, with diet A, enriched in CLA, we found an increase in the n-3 HUFA score. Our data suggest that the n-3 HUFA score change in the hypothalamus was not due to an increased biosynthesis of DHA and EPA in this tissue, but rather, to an increased transportation of these n-3 PUFAs from plasma. One can speculate that changes of FAs in peripheral tissue can directly influence FA concentrations in specific brain areas.
These modest changes in the hypothalamus were in the order of 15-20%, and may not be sufficient to exert significant effects on feeding behavior. Accordingly, the increase of 2-AG found in the hypothalamus of rats fed diet A was not associated with changes in food intake.
We previously demonstrated that CLA passes the blood brain barrier [59] ; in the present experimental setting dietary, the CLA level was probably too low to be incorporated into the hypothalamus. Future studies should aim at evaluating whether dietary meat fat higher in CLA and/or longer feeding periods are able to modify hypothalamus CLA levels and influence feeding behavior through PPAR-α activation.
Another remarkable feature which may influence the n-3 HUFA score is the LA/ALA ratio, based on the concept that diets high in LA would inhibit the synthesis of n-3 HUFA by simple competitive inhibition [29, 30] . In chickens, it has been found that when the LA/ALA ratio in the diet was above 5, liver PLs were rich in AA and poor in EPA; meanwhile, when the ratio dropped below 5, there was an exchange of AA for EPA [60] . The DHA status increased with a dietary level of ALA of around 1%en in rats, after which DHA accumulation was inhibited and then declined [60] . The LA/ALA ratio in our experimental diets was 2.1 (ALA 0.09%en) in A, 2.2 (ALA 0.21%en) in B, 7.0 (ALA 0.081%en) in C, and 22.0 (ALA 0.1%en) in D (Table 1) . We found a significantly reduced n-3 HUFA score with C, and particularly with D in all tissues, while in hypothalamus, as reported, we observed an increase for diet A.
Since obesity is regarded as a low-grade chronic inflammatory condition characterized by increased proinflammatory cytokines in the white adipose tissue [61] , it had been suggested that diets that can enhance n-3 PUFA could reduce the synthesis of PGE2 and enhance the production of PG involved in the resolution of inflammatory disorders [34] . We found that AIFAI index was significantly increased in the tissues of obese rats fed meat fat diets compared to obese rats fed vegetable fat diets (Table 4) .
Interestingly, as observed in hypothalamus and in the other tissues, our data revealed that AA in SAT was significantly decreased with diets based on meat fat compared to those with vegetable fat. It is possible that increased CLA intake may interfere with the further metabolism of LA. We have previously seen that even though there was no perturbation in tissue LA, LA metabolites (including 18:3n-6, DGLA, and in particular AA) were consistently depressed in tissues by up to 1% CLA in the diet [11] . Consequently, CLA might further enhance the AIFAI index probably by inducing a decrease in AA and an increase in DHA biosynthesis. It is possible that CLA, or its relative metabolites, might differentially modulate the distribution of AA in various PLs [62] , competing with AA for incorporation; therefore, this scenario may affect the eicosanoid signaling mechanism.
The consumption of meat fat rich in CLA-ALA resulted in significantly increased accumulation of DHA and depression of AA synthesis, which may have therapeutic potential to ameliorate clinical symptoms and complications that are secondary to the excessive production of proinflammatory mediators. Our data clearly indicate that metabolic changes by dietary FAs seem to be tissue specific and affected by other factors such as background diet, energy and lipid metabolism. However, in our model of obesity, we didn't find any changes in parameters of metabolic syndrome such as dyslipidemia or fatty liver, probably due to the relative short-term feeding period or to the relatively low CLA concentration.
Conclusions
Our data put in evidence that the feeding system of livestock may play an important role in modulating the effect of meat fat on lipid metabolism, as some FAs, like CLA and ALA, improve the tissue FA profile, as shown with the increased n-3 HUFA score. While not being comparable to the direct intake of EPA and DHA through fish products, it seems that meat that is naturally enriched with CLA could be an unexpected source of DHA, provided that a specific ratio of FAs in the pool of total FAs is respected.
These results are promising, especially regarding individuals for whom the intake of fish products is quite low, i.e., far below the recommended daily dose. Future studies are envisaged to evaluate whether dietary fat of different origin and composition is able to modify these parameters in humans.
